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Abstract: Overexpression of P-glycoprotein (P-gp) and other ATP-binding cassette (ABC) transporters
in multidrug resistant (MDR) cancer cells is responsible for the reduction of intracellular drug
accumulation, thus decreasing the efficacy of chemotherapeutics. P-gp is also found at endothelial
cells’ membrane of the blood-brain barrier, where it limits drug delivery to central nervous system
(CNS) tumors. We have previously developed a set of pyrazolo[3,4-d]pyrimidines and their prodrugs
as novel Src tyrosine kinase inhibitors (TKIs), showing a significant activity against CNS tumors in
in vivo. Here we investigated the interaction of the most promising pair of drug/prodrug with P-gp
at the cellular level. The tested compounds were found to increase the intracellular accumulation
of Rho 123, and to enhance the efficacy of paclitaxel in P-gp overexpressing cells. Encouraging
pharmacokinetics properties and tolerability in vivo were also observed. Our findings revealed a
novel role of pyrazolo[3,4-d]pyrimidines which may be useful for developing a new effective therapy
in MDR cancer treatment, particularly against glioblastoma.
Keywords: glioblastoma; multidrug resistance; P-gp inhibitors; Src inhibitors; in vitro ADME;
pharmacokinetics; brain distribution; tolerability
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1. Introduction
Multidrug resistance (MDR) is a severe and pervasive clinical problem which actually represents
the leading cause of cancer treatment failure. MDR occurs when cancer cells develop resistance
to structurally and mechanistically unrelated classes of anticancer drugs [1] and involves several
complex mechanisms [2], among which the overexpression of ATP-binding cassette (ABC) transporters
is the most prominent. ABC transporters regulate the ATP-dependent efflux of toxic endogenous
molecules and chemotherapeutics out of the cell. Among the 49 ABC transporters known so far,
P-glycoprotein (P-gp, MDR1, ABCB1), multi-drug resistance protein 1 (MRP1, ABCC1) and breast
cancer resistance protein (BCRP, ABCG2) appear to play the most important roles in inducing resistance
in several cancers, such as lung, breast, colon, ovarian, central nervous system (CNS) cancers, and
melanomas [3–5]. Moreover, ABC efflux transporters are also found in excretory epithelial cells of
the gastrointestinal tract (GI), kidney, liver, and in endothelial cells of physiological barriers such as
the blood-brain barrier (BBB) [6,7]. Thus, drug efflux pumps are key elements for drug delivery and
efficacy in target tumor cells, as well as for CNS distribution. Therefore, their modulation offers a novel
strategy to enhance the penetration and improve the efficacy of drugs into the brain, especially for
drug-resistant CNS tumors [8].
Glioblastoma Multiforme (GBM) is the most aggressive (World Health Organization grade IV)
brain tumor in adults and the most frequent one. The majority of GBM patients do not live for longer
than 1 year [9] and the average 5-year survival rate for patients is less than 3% [10]. After standard
treatment, which requires surgical resection followed by concomitant radiotherapy and temozolomide
therapy, fatal relapses commonly occur, and recurrent GBM tends to be even more aggressive and
resistant to medical treatment than its primary counterpart [11].
In the past two decades, molecular characterization of genomic alterations in GBM has offered an
array of altered pathways that can be specifically targeted. Given their pivotal role in tumorigenesis,
tyrosine kinases (TKs) have been indicated as an interesting target to treat several cancers [12]. Abnormal
or deregulated activity of at least one TK is responsible for oncogenic activity across a broad range of
tumors, and in particular of 67.3% of GBM [13]. Coordinately, small-molecule compounds that inhibit the
kinase domain of specific TKs have been widely introduced into clinical practice for a number of advanced
solid cancers in the last two decades [14]. However, to date, kinase inhibitors have shown minimal efficacy
in GBM clinical trials due to the unique characteristics of GBM: (i.) its infiltrative, invasive, and aggressive
nature; (ii.) intrinsic and/or acquired drug resistance; (iii.) unsuccessful drug delivery across BBB [15].
In the last years, we have focused on the development of novel TK inhibitors based on the
pyrazolo[3,4-d]pyrimidine scaffold. These compounds act as ATP-competitive tyrosine kinase
inhibitors [16] against the Src-Family Kinases (SFKs) [17]. SFKs are involved in the regulation
of cell proliferation, survival, invasion and angiogenesis, thus playing a crucial role in the
development and progression of many cancer types, including GBM [18]. In particular, elevated Src
activity/phosphorylation are found in GBM samples and cancer cell lines [19,20].
The implication of SFKs in glioma biology has led to the clinical evaluation of the SFK inhibitor-
dasatinib, as a novel therapeutic option in particular for recurrent GBM [21–23]. However, its usefulness
was limited by pharmacokinetics aspects, i.e., short half-life, sub-optimal CNS penetration, and inadequate
delivery to the tumor. In vitro and in vivo studies have demonstrated that dasatinib is a substrate for the
efflux transporters P-gp and BCRP, which are highly expressed in the BBB [24,25] and GBM cells [26].
It was shown that TKIs interact with efflux transporters either as their substrates or inhibitors.
In some cases, TKIs which are substrates for efflux transporters, when applied in high concentrations,
can act as inhibitors of transporters [27–30]. Some of TKIs acting as ABC transporters inhibitors either
entered clinical trials or were clinically approved [31–33]. TKIs may also modulate MDR by regulating
the expression levels of MDR proteins [34]. Considering the dual inhibitory potential of TKIs, these
anticancer agents are valuable for combining with other chemotherapeutics [35].
The inhibition of drug efflux transporters often alters the pharmacokinetic properties of the
co-administered substrate drug. The increase of oral bioavailability or decrease in biliary excretion and
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clearance usually result in higher systemic exposure and toxicity. Thus, lapatinib and gefitinib have
been reported to strengthen the bioavailability of certain antitumor agents [36,37].
The anticancer activity of pyrazolo[3,4-d]pyrimidines has been proved in vitro against several
cancer cell lines, both from solid tumors (osteosarcoma [38], prostate [39], neuroblastoma [40,41],
glioblastoma [42,43], rhabdomyosarcoma [44], mesothelioma [45], medulloblastoma [46], medullary
thyroid carcinoma [47]) and hematological tumors (leukemia [48] and Burkitt lymphomas [49]), and
further confirmed by in vivo studies in mouse models of neuroblastoma [40], leukemia [48], and
glioblastoma [50]. In particular, the combination of compound Si306 (Figure 1a), a pyrazolo[3,4-
d]pyrimidine derivative with radiotherapy strongly potentiated the suppression of U87 xenograft
growth in nude mice with respect to control and single treatments [50]. Moreover, following
intraperitoneal (i.p.) injection, Si306 brain concentration progressively increased during the following
24 h, and the compound appeared to accumulate in the brain. Single oral treatment with Si306
prolonged by 30% the survival of mice orthotopically injected with U87 cells [50]. Overall, this evidence
confirmed the ability of Si306 to efficiently reach the brain. Analogous results were obtained with the
prodrug of Si306 (pro-Si306, Figure 1b), which showed an enhanced solubility and good efficacy in an
orthotopic model of GBM with respect to the parental drug [50].
Cancers 2019, 11, x 3 of 20 
 
clearance usually result in higher systemic exposure and toxicity. Thus, lapatinib and gefitinib have 
been reported to strengthen the bioavailability of certain antitumor agents [36,37]. 
The anticancer activity of pyrazolo[3,4-d]pyrimidines has been proved in vitro against several 
cancer cell lines, both from solid tumors (osteosarcoma [38], prostate [39], neuroblastoma [40,41], 
glioblastoma [42,43], rhabdomyosarcoma [44], mesothelioma [45], medulloblastoma [46], medullary 
thyroid carcinoma [47]) and hematological tumors (leukemia [48] and Burkitt lymphomas [49]), and 
further confirmed by in vivo studies in mouse models of neuroblastoma [40], leukemia [48], and 
glioblastoma [50]. In particular, the combination of compound Si306 (Figure 1a), a pyrazolo[3,4-
d]pyrimidine derivative with radiotherapy strongly potentiated the suppression of U87 xenograft 
growth in nude mice with respect to control and single treatments [50]. Moreover, following 
intraperitoneal (i.p.) injection, Si306 brain concentration progressively increased during the following 
24 h, and the compound appeared to accumulate in the brain. Single oral treatment with Si306 
prolonged by 30% the survival of mice orthotopically injected with U87 cells [50]. Overall, this 
evidence confirmed the ability of Si306 to efficiently reach the brain. Analogous results were obtained 
with the prodrug of Si306 (pro-Si306, Figure 1b), which showed an enhanced solubility and good 
efficacy in an orthotopic model of GBM with respect to the parental drug [50]. 
 
 
(a) (b) 
Figure 1. Molecular structure of Si306 (a) and pro-Si306 (b). 
In this study, we investigated the effect of Si306 and its prodrug on P-gp-mediated efflux, 
interaction with cytochrome P450 isoform 3A4 (CYP3A4), and suggested their potential use as 
sensitizers in combination with chemotherapeutics. Additionally, in order to widen the 
characterization of Si306, which may be useful for the design of preclinical studies, we explored its 
plasma and brain pharmacokinetics after both oral (p.o.) administration and intravenous (i.v.) 
injection, including plasma protein binding, and its acute toxicity in mice. 
2. Results 
2.1. Cell Growth Inhibition by Dasatinib, Si306 and Pro-Si306 
The effects of c-Src inhibitors on GBM cell growth were evaluated by the MTT assay. The results 
obtained in sensitive LN-229, -U87 and MDR -U87-TxR cell lines after 72 h treatment are shown in 
Table 1. 
Table 1. Sensitivity of glioblastoma multiforme (GBM) cells to c-Src inhibitors expressed as half 
maximal inhibitory concentration (IC50) values ± S.D. (µM), calculated from three independent 
experiments (n = 3). 
Compounds U87 U87-TxR LN-229 
Dasatinib 6.143 ± 0.464 8.516 ± 0.691 24.682 ± 1.027  
Si306 3.081 ± 0.260 4.775 ± 0.322 8.008 ± 0.574 
Pro-Si306 3.045 ± 0.343 3.419 ± 0.359 3.074 ± 0.272 
Figure 1. olecular structure of Si306 (a) and pro-Si306 (b).
In this study, we investig t t ff t f i it r r g on P-gp-mediated efflux,
interaction with cytochro is f r ( ), s gested their potential use as
sensitizers in combination with chemotherapeutics. Additionally, in order to widen the characterization
of Si306, which may be useful for the design of preclinical studies, we explored its plasma and brain
phar acokinetics after both oral (p.o.) administration and intravenous (i.v.) injection, including
plasma protein binding, and its acute toxicity in mice.
2. Results
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The effects of c-Src inhibitors on t e TT a say. The results
obtained in sensitive L -22 , - ll li s fter 72 h treat ent are shown in
Table 1.
Table 1. Sensitivity of glioblastoma ultiforme (GBM) cells to c-Src inhibitors expressed as half maximal
inhibitory concentration (IC50) values ± S.D. (µM), calculated from three independent experiments (n = 3).
Compounds U87 U87-TxR LN-229
Dasatinib 6.143 ± 0.464 8.516 ± 0.691 24.682 ± 1.027
Si306 3.081 ± 0.260 4.775 0.322 8.008 ± 0.574
Pro-Si306 3.045 ± 0.343 3.419 0.359 3.074 ± 0.272
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Si306 and pro-Si306 exerted identical growth inhibitory effect in U87 cells with approximate IC50
values of 3 µM. Pro-Si306 retained unchanged efficacy in U87-TxR cells and LN-229, while IC50 for
Si306 increased to 4.8 µM for U87-TxR and to 8.0 µM for LN-229. The IC50 values for dasatinib were
6.1 µM, 8.5 µM and 24.7 µM in U87, U87-TxR and LN-229 cells, respectively. Cell viability inhibition
by Si306 and pro-Si306 was evaluated also on other GBM cell lines and results are shown in Table S1.
2.2. Influence of c-Src Inhibitors on P-gp Expression and Activity
The expression of mRNA mdr1 was unaffected by all examined c-Src inhibitors (Figure 2a), while
only dasatinib increased P-gp expression (Figure 2b). According to rhodamine (Rho) 123 (fluorescent
P-gp substrate) intracellular accumulation after 30 min, Si306 and its prodrug considerably inhibited
P-gp activity, while dasatinib did not show a similar activity (Figure 2c).
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cells after 72 h treatment with 5 µM Si306, pro-Si306 and dasatinib. (c) Flow-cytometric profile of Rho
123 accumulation after 30 min treatment with 5 µM Si306, pro-Si306 and dasatinib in U87-TxR cells.
Next, we determined the concentration of c-Src inhibitors necessary to inhibit P-gp activity by
50% (IC50 of P-gp inhibition, Tabl 2) We examined t e accumulation of Rho 123 in sensiti e -U87
and MDR-U87-TxR GBM cells after 30 min and comp red this accumulation w th that obtained fter
treatment with increasing concentratio s of Si306 and pro-Si306 (Figure 3). The effects were compared
with those promoted by the well-known P-gp inhibitors tariquidar (TQ) and Dex-verapamil (Dex-VER)
at the same TK inhibitor concentrations. Si306 and pro-Si306 led to the inhibition of P-gp function in
a concentration-dependent mann r illustrated by the progressive increase in Rh 123 accumula ion
(Figure 3).
The methodology used for the calculation of IC50 values for P-gp inhibition is described in detail
in Figure S1.
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Figure 3. Dose-dependent inhibition of P-gp function. Rho 123 accumulation in U87-TxR cells
(values expressed as mean fluorescence intensity ± S.D.) was assessed after application of different
concentrations of Si306, pro-Si306, Dex-VER (1, 2, 5, 10, 20 µM) and TQ (1, 2, 5, 10, 20 nM). The mean
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Rho 123 accumulation of sensitive cells—U87 was set as the upper limit (166), while the mean Rho
123 accumulation of MDR cells—U87-TxR was set as the lower limit (65). IC50 values were calculated
between these two limits. Two independent experiments were performed (a minimum of 10,000 events
was collected for each experimental sample). The significant difference to the lower limit (Rho 123
accumulation in U87-TxR cells) is expressed as: **, p < 0.01; ***, p < 0.001.
The IC50 values of P-gp inhibition for Si306 and pro-Si306 were 8.5 µM and 3.8 µM, respectively
(Table 2). TQ and Dex-VER did not display a dose-dependent effect as their first applied concentration
surpassed the calculated IC50 values of 0.3 nM and 0.7 µM, respectively (Figure 3 and Table 2).
Table 2. P-gp inhibition calculated by Rho 123 accumulation in cell.
P-gp Inhibition TQ a Si306 Pro-Si306 Dex-VER
IC50 (µM) 0.343 ± 0.017 8.496 ± 0.161 3.748 ± 0.060 0.735 ± 0.029
IC50 ± S.D. (n = 3); a IC50 ± S.D. values for tariquidar (TQ) are expressed in nM
2.3. Reversion of Paclitaxel Resistance by c-Src Inhibitors
Considering the potential of Si306 and pro-Si306 to inhibit P-gp function, we examined their
ability to reverse paclitaxel (PTX) resistance in U87-TxR cells (Figure 4 and Table 3).
The effects of the simultaneous combination of our compounds with PTX were assessed by the
MTT assay. Both c-Src inhibitors applied at low concentrations (0.2 µM and 0.5 µM) enhanced the PTX
efficacy, as indicated by a significant increase in the relative reversal index (Table 3).
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Table 3. Relative reversal of PTX resistance in 87- x cells i ce Si306 and pro-Si306.
pounds I 50 S.D. for PXT (µM) Relative e r
2.840 ± 0.358
Si306
0.2 µM 2.449 ± 0.121 1.16 ns
0.5 µM 0.850 ± 0.088 3.34 **
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0.2 µM 0.635 ± 0.103 4.47 ***
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2.4. Si306 and pro-Si306 Interaction with CYP3A4 in Human Liver Microsomes
Si306 and pro-Si306 interaction with CYP3A4 isoform has been evaluated in vitro using testosterone
as probe through the quantification of its CYP-3A4 metabolite 6β-hydroxytestosterone in presence or
absence of different concentrations (1–50 µM range) of Si306 and pro-Si306. At the highest concentration
used the maximum of inhibition (20%, not significative) was promoted by Si306, while pro-Si306
inhibited the testosterone hydroxylation at a lower concentration (−15%) (Figure 5a). Ketoconazole
was used as standard CYP3A4 inhibitor to validate our method [51] (Figure 5b).
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Table 4. Plasmatic proteins binding parameters for Si306 and pro-Si306.
Compounds Parameters Si306 Pro-Si306
HSA
KD a (µM) 0.35 ± 0.1 21.45 ± 4.5
BMAX b 61.05 ± 2.8 78.00 ± 4.2
AGP
KD (µM) 11.49 ± 1.0 9.28 ± 0.7
BMAX 88.38 ± 1.8 96.69 ± 1.5
a Ligand concentration that binds to half the receptor sites at equilibrium; b maximum number of binding sites.
2.6. Pharmacokinetics and Biodistribution of Si306 After i.v. and per os Administration
A pharmacokinetic and biodistribution study was performed in order to further investigate if the
observed in vitro inhibitory activity of Si306 against P-gp could significantly affect its gastrointestinal
(GI) absorption and its brain penetration. For this purpose, the PK profile of Si306 was studied after
i.v. and p.o. administration. Si306 was administrated as a single dose at 25 mg/kg and 50 mg/kg
i.v. and p.o. in a final volume of 200 µL and 400 µL of vehicle, respectively. Blood and organs were
collected from mice and the concentration of Si306 was determined by HPLC-MS analysis. Table 5
shows the recovery and matrix effect data, which suggest that the developed analysis method could be
successfully applied to the pharmacokinetic and biodistribution studies for Si306.
Table 5. Matrix effect and recovery of Si306 in mice plasma, brain, liver and kidneys (n = 3).
µg/mL
Matrix Effect (%) Recovery (%)
Plasma Brain Liver Kidneys Plasma Brain Liver Kidneys
0.1 150 - - - 102.6 - - -
1 139.3 137.9 118.8 99.0 84.7 76.7 80.7 89.7
10 140.2 - - - 73.4 - - -
50 142.1 87.9 112.9 92.2 70.5 111.6 70.2 86.0
100 - 88.2 106.3 101.2 - 123.1 85.3 80.8
The plasma concentration of Si306 has been reported in Figure 7, while the corresponding PK
parameters are shown in Table 6.
Following oral administration, Si306 was rapidly absorbed with a Cmax of 2.97 µg/mL after 1.5 h
(Tmax) while the observed Cmax for i.v. treatment was 8.5 times higher. However, either AUC and MRT
showed similar values after the two different administration (see Table 6). The plasma half-life (t1/2)
also remains in the same range of values being 5.15 h and 5.96 h after i.v. and p.o. administration,
respectively. Moreover, the oral bioavailability of Si306 has been estimated as 33.3% using the following
equation (1), confirming a good absorption level from the GI apparatus.
Fp.os = [(AUCp.os x Di.v.)/(AUCi.v. x Dp.os)] × 100 (1)
In both cases, Si306 was able to reach the brain. In particular, after i.v. injection, the maximum
concentration into the brain (2.94 µg/g) has been detected immediately after 5 min, indicating a faster
penetration of the BBB (Figure 7a). Interestingly, after oral administration a large amount of Si306 has
been detected (10.65 µg/g) into the brain after 30 min, then the concentration slowly decreased during
the next 24 h (Figure 7b). Moreover, the AUC brain to plasma ratio parameter confirmed the brain
distribution to be greater for the oral route (1.185) with respect to i.v. (0.095).
An immediate distribution followed by a fast concentration decrease in a time-dependent manner
was also observed for liver and kidneys when Si306 was administered intravenously (Figure 7a).
On the other hand, orally administered Si306 showed its Cmax in liver and kidneys at 1.5 h and 2 h
respectively (Figure 7b).
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Table 6. Plasma and brain pharmacokinetic parameters for Si306 a.
Parameters Unit PLASMA BRAIN
Route i.v. p.o. i.v. p.o.
Dose mg/kg 25 50 25 50
Cmax b µg/mL 25.45 2.97 2.94 10.65
Tmax c h 0.08 1.5 0. 8 0.5
MRT d 0→∞ h 3.78 5.70 1.48 1.20
AUC e 0→∞ µg/mL × h 22.75 15.17 2.15 17.97
AUC e 0→24 h µg/mL × h 22.30 14.48 2.14 17.96
V f z/F L/Kg 8.17 28.32 44.04 8.44
CL g z/F L/h/Kg 1.10 3.29 11.60 2.78
t1/2 h h 5.15 5.96 2.63 2.10
a Calculated with PKSolver; b Cmax: maxi um concentration observed. c Tmax: time of maxi um concentration
observed. d MRT: mean residence time. e AUC: area under the curve. f V: volume of distribution. g CL: clearance.
h t1/2: half-life. Pharmacokinetic data were evaluated using a non-compartment model.
2.7. Acute Toxicity Study in Mice
The acute toxicity study provided useful information concerning the effect of acute exposure of
test animals to high doses of the compound under investigation. Treatment of mice with Si306 did not
produce treatment-related mortality at the limit test dose (100 mg/kg), and besides, throughout the four
days observation period, no significant changes occurred in the behavior, such as apathy, hyperactivity,
vomiting, diarrhea, and morbidity, among the tested animals. Thus, Si306 was found to be safe at the
dose level of 100 mg/kg and consequently, the LD50 value for i.v. toxicity is considered to be more
than 100 mg/kg. During the experiment, all animals were examined daily for any clinical signs and no
behavioral alteration such as motor activity, posture or autonomic features were observed. The body
weights of all mice recorded before the experiment and once every day after the treatment showed no
significant changes. No microscopic alterations were found in the main metabolic organs (liver and
kidney) and in the target organ of the drug (central nervous system) in treated versus untreated mice
(Figure 8).
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Si306 (J–L).
3. Discussion
In the last ten years, pharmaceutical research in oncology has produced many agents targeting
important pathways that are considered as being crucial for the development and progression of
different tumor types. Although these targeted agents have shown impressive preclinical results,
the real clinical benefits have not been as satisfying as expected. It is clear that a great deal of
effort was invested into understanding the molecular mechanisms involved in cancer development,
while the evaluation of drug interactions with cellular components different from the target molecule
was neglected.
New TKIs are being approved from the FDA each year on a regular basis [53], either given alone
or in combination with conventional chemotherapeutics. Although TKIs have revolutionized cancer
therapy, increasing resistance to TKIs has been documented [54]. Enhanced efflux of TKIs due to the
over-expression of P-gp and BCRP in cancer cells is usually responsible for the poor chemotherapeutic
response [55–57]. Accumulating evidence continues to show that numerous TKIs are substrates of
P-gp, so once they are entered into the cells, they are pumped out by ABC transporters [58]. Therefore,
the ability of a TKI drug to inhibit P-gp is considered as an important feature for successful anticancer
treatment, especially in the case of GBM, whose therapy is additionally compromised by the presence
of the BBB.
Recently, we reported an exploratory pharmacokinetic study after i.p. injection of Si306 and
pro-Si306 [50]. The data showed a prolonged overall exposure to the active Si306 after the injection of the
prodrug, probably due to the slow hydrolysis into the blood of pro-Si306. The concentration of prodrug
quantified into the brain was found higher than the quantity of Si306 measured in the brain of mice
treated only with the free drug. Moreover, in comparison to the parental drug, after p.o. administration,
pro-Si306 demonstrated a comparable efficacy with a slightly increasing median survival time of mice
in an orthotopic GBM model [50]. Finally, the PK profile of pro-Si306 administrated p.o. was evaluated.
Differently from i.p. injection, pro-Si306 was detected neither into the plasma nor in the brain, probably
because of a complete hydrolysis occurred into the GI tract [50].
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Considering the results obtained in our previous study, herein we decided to evaluate the effect
of Si306 and pro-Si306 on P-gp efflux pump, which accounts for GI absorption and BBB penetration
of different substrates, including anticancer drugs and TKIs. The effect of our compounds has
been investigated compared with a reference compound, the well-known TKI dasatinib. The cell
growth inhibition reported for dasatinib ranges between 7 and 50 µM in GBM cell lines [59]. These
concentrations are above those clinically relevant. We showed that the novel c-Src inhibitor Si306 and
its prodrug possess higher cell growth inhibitory potential with almost double efficacy in comparison
with dasatinib. In addition, the effect of Si306 and pro-Si306 was not affected by the presence of
MDR phenotype. Both compounds did not change the P-gp expression at mRNA and protein level,
differently from dasatinib. Indeed, after 72 h treatment, dasatinib increased P-gp expression. This
implies that the application of our novel c-Src inhibitors could not further increase P-gp expression
in MDR GBM cells. Moreover, Si306 and pro-Si306 induced significant suppression of P-gp activity
and their effect was dose-dependent. They directly interacted with P-gp, showing significant P-gp
inhibition after 30 min of treatment.
Other authors reported transient decrease of P-gp expression achieved by 1 µM dasatinib after
24 h in MCF-7 (MCF-7/Adr) cell line, reversing its MDR to doxorubicin after 72 h. This effect on
P-gp expression enabled reversal of doxorubicin resistance by 3.35-fold when 0.5 µM dasatinib was
applied for 72 h. Dasatinib inhibited the cell growth of (MCF-7/Adr) with low efficacy, reaching
IC50 at 40 µM [60]. In our experimental setting of 72 h simultaneous combined treatment, 0.5 µM of
Si306 and pro-Si306 reverted PTX resistance in MDR GBM cells by 3.34 and 7.98-fold, respectively.
The sensitization of U87-TxR cells was achieved by concentrations that were significantly lower
than those necessary for the optimal cell growth inhibition or P-gp inhibition induced by Si306 and
pro-Si306. Therefore, even sub-cytotoxic concentrations of new c-Src inhibitors were able to increase
PTX intracellular accumulation by inhibiting P-gp. It is possible that the inhibitory effect of drug and
prodrug on P-gp activity increases over time enabling the enhancement of PTX efficacy. Stronger effects
regarding P-gp inhibition and reversal of PTX resistance were observed after pro-Si306 application,
indicating a more potent activity of prodrug against P-gp.
Human cytochrome P450 is a family of enzymes responsible for the essential biotransformation of
xenobiotics [61]. Both P-gp and cytochrome P450 are involved in the first line of xenobiotic defense
system, sometimes referred to as a cellular ADME system [62]. In addition, drug metabolism via the
cytochrome P450 system has emerged as an important determinant in the occurrence of several drug
interactions that can result in drug toxicity, reduced pharmacological effect, and adverse drug reactions.
Predominant isoforms of cytochrome P450 involved in drug metabolism are CYP2C9, CYP2D6 and
CYP3A4 which metabolize up to 80–90% of all xenobiotics [63–66]. In particular, it has been estimated
that CYP3A4 metabolizes up to 50% of all reported drugs and a few of them are also metabolized by
other isoforms. In the liver and small intestine, p-glycoprotein and CYP3A4 are both expressed and
create a functional drug efflux-metabolism “alliance”, which establishes an absorption barrier against
xenobiotics [67]. Moreover, it was shown that the second generation of P-gp inhibitors are metabolized
by CYP3A4, thus competing with anticancer drugs for CYP-mediated clearing, finally leading to the
adverse toxicity [62,68]. Coordinately, it is important to elucidate whether P-gp inhibitors (Si306 and
its prodrug) may interact with cytochrome P450. Testosterone hydroxylation is in general used today
as one of the characteristic assays for testing the inhibition of P450 isoform 3A4. The major product of
testosterone metabolism is 6β-hydroxytestosterone but several other hydroxylations occur, including
those at the 2β and 15β positions [69–71]. The evidence that the testosterone 6β-hydroxylation is not
also inhibited by the two compounds at the highest concentration used clearly indicates that both Si306
and its prodrug did not interact with the CYP3A4.
It is well-known that drug permeability through biological membranes depends on factors such
as plasma protein-binding, hydrophobicity and molecular size of the drug. Among these factors,
protein-binding of the drug, which is closely-related to hydrophobicity, plays an important role in
drug pharmacokinetics and pharmacodynamics. HSA is the major protein component of blood plasma
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(about 60%) and binds a number of relatively insoluble endogenous compounds. AGP primarily binds
basic drugs (e.g., amines) and it is also reported to bind hydrophobic compounds [72]. For these
reasons, the binding to albumin and alpha 1-acid glycoprotein of Si306 and pro-Si306 was evaluated.
Both pro-Si306 and its parental drug Si306 showed high affinity for HSA and AGP plasmatic proteins
(drugs that are highly bound are characterized by a KD value less than 100 µM). For AGP, KD values
for Si306 and pro-Si306 were comparable, both being weak basic compounds. On the other hand,
the very poorly water soluble [50] Si306 displayed a very high affinity for albumin, 60-fold greater
than pro-Si306. This feature may suggest a plasmatic large fraction of bound drug, which could be the
reason for its slow plasma clearance kinetics.
From our previous study, pro-Si306 emerged as an effective potential drug against GBM, but
unfortunately is not suitable for an oral administration due to the complete hydrolysis into the GI
apparatus (mainly stomach) [50]. On the other hand, Si306 can be administrated p.o. and this is one of
the most important advantages in the use of TKIs, offering logistic flexibility and a good compliance in
patients [73].
To prove that Si306 could be considered a good drug candidate for the treatment of GBM
that is worthy of further development, a PK study after p.o. administration and i.v. injection has
been performed.
The peak plasma concentration of Si306 was observed at 5 min for i.v. and 1.5 h for p.o. The
plasma half-life (t1/2) resulted comparable between the two routes of administration and the oral
bioavailability of Si306 has been estimated around 33.3% in mice, being higher than that reported
for dasatinib (14% in mice) [74]. After both i.v. and p.o. administration Si306 was able to reach the
brain and pass the BBB. In particular, after i.v. injection the maximum concentration into the brain
(2.94 µg/g, Table 6) was observed after 5 min, while after oral administration a large amount of our
drug has been detected (10.65 µg/g, Table 6) into the brain after 30 min. In both cases, the concentration
of the compound slowly decreased during the next 24 h. Overall, our new results demonstrated a
good absorption of Si306 by GI and, most interestingly, an optimal brain penetration, with a 12-fold
higher AUC brain/plasma when Si306 was orally administered with respect to the i.v. injection. The
higher and very fast brain accumulation of oral Si306 could be related to the greater inhibition of p-gp,
and possibly saturation of p-gp sites at the BBB, which could be simply a consequence of the orally
administrated dose, which was twice that of the i.v. [75].
In this context, being the Si306 considered able to block intestinal p-gp and since direct inhibition
of p-gp in the small intestine was found to improve the oral bioavailability of p-gp substrates
(dramatic increase in intestinal absorption of paclitaxel was observed when p-gp inhibitors were
co-administrated [75]), the idea of combination with other drugs substrates of p-gp could be proposed.
Finally, in order to verify the safety of Si306 in vivo, an intravenously single-dose toxicity study
was performed. The compound was very well tolerated by mice, even at a high dose (100 mg/Kg).
Moreover, no mortality or changes in animal behavior were observed following the administration.
At fourth day from the injection of Si306, mice were sacrificed, and their organs were analyzed. Any
microscopic difference in the architecture of the main metabolic organs was observed, indicating very
good tolerability and a lack of acute toxicity.
4. Materials and Methods
4.1. Drugs
A pyrazolo[3,4-d]pyrimidine derivative Si306 as well as its prodrug, pro-Si306, were previously
synthesized and characterized [50]. Dasatinib as well as PTX and Dex-VER were purchased from
Sigma-Aldrich (Milan, Italy and Taufkirchen, Germany suppliers). Dr. Sven Rottenberg from The
Netherlands Cancer Institute in Amsterdam kindly provided TQ for our research purposes. Aliquots
of 20 mM of both Si306 and pro-Si306 were dissolved in dimethyl sulfoxide (DMSO) and kept at room
temperature. TQ was also dissolved in DMSO (10 µM stocks) but kept at −20 ◦C. PTX aliquots were
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stored at −20 ◦C in absolute ethanol (1 mM), while sterile water dilution of Dex-VER was kept at room
temperature. Immediately before treatments, the aforementioned drugs were diluted in sterile water.
4.2. Cells and Culture Conditions
Human GBM cell lines U87 and LN-229 were purchased from the American Type Culture
Collection, Rockville, MD, USA. U87-TxR cells were selected from U87 cells by continuous exposure
to increasing concentrations of PTX [76]. LN-299, U87 and U87-TxR cells were grown in Minimum
Essential Medium with 10% fetal bovine serum, 2 mM L-glutamine and 5000 U/mL penicillin, 5 mg/mL
streptomycin solution. Cell lines were maintained at 37 ◦C in a humidified 5% CO2 atmosphere. They
were sub-cultured at 72 h intervals using 0.25% trypsin/EDTA and 16,000 cells/cm2 were seeded into a
fresh medium.
4.3. MTT Assay
MTT assay was used to assess the viability of U87 and U87-TxR cells (AppliChem GmbH,
Taufkirchen, Germany). After reaching the confluence in 25 cm2 tissue flasks, U87 and U87-TxR
cells were trypsinized. Cells were seeded at the optimal density determined in initial experiments:
4000 cell/well into flat-bottomed 96-well tissue culture plates. Following the overnight incubation, cells
were treated with Si306, pro-Si306 and dasatinib (1–25 µM) for 72 h. In addition, the combined effects
of Si306 and pro-Si306 with PTX were evaluated in MDR GBM cells. To that end, two concentrations
of Si306 and pro-Si306 (0.2 µM and 0.5 µM) were combined with increasing concentrations of PTX
(0.1–2 µM) in simultaneous treatment. The sensitization of U87-TxR cells to PTX was studied after
72 h. Briefly, MTT was added to each well in a final concentration of 0.2 mg/mL for 4 h to induce the
formation of the formazan in cells with intact/viable mitochondria. Then, produced formazan was
dissolved in DMSO, and the absorbance was measured at 540 nm on a microplate reader (LKB 5060-006
Micro Plate Reader, Vienna, Austria). IC50 values were calculated by nonlinear regression analysis
using GraphPad Prism 6.0 for Windows (GraphPad Software, La Jolla, CA, USA).
4.4. RNA Extraction and Reverse Transcription (RT) Reaction
U87-TxR cells, untreated and treated with 5 µM of each compound Si306, pro-Si306 and dasatinib
for 72 h were used to isolate total RNA and perform the RT reaction. Isolation was done by using
Trizol® reagent (Invitrogen Life Technologies, Waltham, MA, USA). Quantification of RNA and its
quality determination were performed by spectrophotometry and by agarose gel electrophoresis,
respectively. For the RT reactions, 2 µg of total RNA were used, while a high-capacity cDNA reverse
transcription kit (Applied Biosystems, Waltham, MA, USA) was employed.
4.5. Quantitative Real-Time PCR
To assess mRNA mdr1 expression level in U87-TxR cells upon 5 µM Si306, pro-Si306 and dasatinib
treatments, the quantitative real time PCR (qRT-PCR) was used. The PCR reactions according to the
manufacturer’s recommendations were performed in the presence of 100 ng cDNA combined with
primers specific for MDR1 and ACTB, as an internal control for normalization [77,78], and a Maxima
SYBR Green/ROX qPCR Master Mix (Thermo Scientific, Waltham, MA, USA) on an ABI PRISM 7000
Sequence Detection System (Applied Biosystems, Waltham, MA, USA). Analyses of triplicate samples
in terms of relative gene expression were completed using the 2−∆∆Ct method [79].
4.6. Flow-Cytometric Analysis of P-Glycoprotein Expression
To assess the P-glycoprotein expression level in MDR GBM cells, flow-cytometry was employed.
U87-TxR cells seeded in adherent 6-well plates were treated with 5 µM Si306, pro-Si306 or dasatinib for
72 h. Then, cells were collected by trypsinization, washed in PBS, and then directly immuno-stained
by FITC-conjugated anti-P-gp antibody (BD Biosciences, Winnersh, Berkshire, UK). To discriminate the
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level of background fluorescence, an isotype control IgG2bκ (Abcam, Cambridge, United Kingdom)
was used. The fluorescence of FITC-conjugated anti-P-gp was analyzed on assessed on the fluorescence
channel 1 (FL1) of the CyFlow Space Partec flow-cytometer (Sysmex Partec GmbH, Görlitz, Germany).
After gating to exclude the cell debris and dead cells, a minimum of 10,000 cells per sample was
assayed. Summit Dako Software was used for the analyses of results obtained by flow-cytometry.
4.7. Rho 123 Accumulation Assay
Rho 123 accumulation was analyzed by flow-cytometry utilizing the ability of Rho 123, which is a
substrate for P-glycoprotein, to emit fluorescence. The intensity of the fluorescence is proportional to
Rho 123 accumulation in the cell. Studies were carried out with Si306, pro-Si306, dasatinib, Dex-VER
and TQ in U87-TxR cells. U87 cells were used as a positive control for Rho 123 accumulation.
In simultaneous treatment that lasted 30 min, 5 µM Rho 123 was applied along with 5 µM of Si306,
pro-Si306 and dasatinib. To obtain IC50 values for P-gp inhibition, 5 µM Rho 123 was simultaneously
applied with the increasing concentrations of Si306, pro-Si306, Dex-VER (1, 2, 5, 10 and 20 µM) and
TQ (1, 2, 5, 10 and 20 nM). Samples were incubated 30 min at 37 ◦C in 5% CO2. At the end of
the accumulation period, the cells were pelleted by centrifugation, washed with PBS and placed in
cold PBS. The samples were kept on ice in a dark setting until the analysis on CyFlow Space Partec
flow-cytometer (Sysmex Partec GmbH, Germany). The orange fluorescence of Rho 123 was assessed on
fluorescence channel 2 (FLH-2) at 585 nM. A minimum of 10,000 events was assayed for each sample
and the obtained results were analyzed using Summit Dako Software (ver. 4.3, Fort Collins, CO, USA).
4.8. Data Collection and Statistical Methods
Statistical analyses for P-gp inhibition and combination treatments were performed by two-way
ANOVA test (GraphPad Prism 6 software) using Dunnett’s multiple comparisons test. Statistical
significance was accepted if p < 0.05.
4.9. Binding Fluorimetric Assay
In order to determine the binding affinity for Si306 and pro-Si306 to HSA (human serum albumin)
and AGP (alpha-1-acid glycoprotein), the protein fluorescence has been monitored by spectroscopy. The
quantitative analysis was performed using black 96 multiwell plates: in each well, a fixed concentration
of HSA or AGP (10 µM in phosphate buffer 1 mM) was added with different amounts of the tested
compound (0.1 µM to 500 µM). Plates were gently shacked and after 30 min at room temperature
for equilibration, spectra were recorded from 300 to 400 nm, after excitation at 295 nm, by using a
Perkin Elmer EnVision Multilabel Reader 2014 spectrofluorimeter. Finally, spectra were acquired with
EnVision Manager ver.1.13 software (Walthman, MA, USA). The obtained non fluorescence quenching
percentages were plotted against drug concentrations and the relative KD values were calculated using
GraphPad software (version 6.0).
4.10. CYP450 Inhibition Study
The inhibition of cytochrome P450 3A4 isoform by Si306 and pro-Si306 was measured by
determining its activity on the substrate testosterone.
The activity of CYP3A4 was evaluated by measuring the 6β-hydroxylated testosterone formation
(CYP3A4-specific reaction). The amount of 6β-hydroxylated metabolite was assessed in the absence
and presence of Si306, pro-Si306 and ketoconazole (testosterone concentration of 100 µM in phosphate
buffer 0.025 M, pH 7.4). The compounds were solubilized in DMSO and added in a test tube to give
final concentrations 1, 10, 25, 50 and 0.01, 0.05, 0.5, 5 µM, (DMSO did not exceed 2%). Ketoconazole
was used as standard selective inhibitor of CYP3A4 isoenzyme [55]. Incubations were carried out in a
mix containing human liver microsomes (1 mg/mL of protein) in phosphate buffer 0.025 M, pH 7.4,
NADPH (200 µM) previously solubilized in a MgCl2 48 mM solution. The final incubation volume
was 0.25 mL. After a 40 min-incubation period at 37 ◦C, the reaction was stopped by adding 1 mL of
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acetonitrile in the presence of corticosterone 2 µM as internal standard. The samples were centrifuged
for 20 min at 5000 rpm. Concentrations of testosterone and its metabolite 6β-hydroxytestosterone
were assessed by the HPLC method with UV detection. Calibration curve for quantitative analysis
of 6β-hydroxytestosterone in the samples was obtained using commercial 6β-hydroxytestosterone
purchased from Sigma Aldrich. For the statistical analysis, GraphPad InStat 3.0 (GraphPad Software,
San Diego, CA, USA) was used.
4.11. Animals
4.11.1. For PK and BD Studies
Naive male BALB/C mice (weight 20 ± 2 g) were ordered from Charles River (Milan, Italy).
All animals were pathogen free and approximately 4–6 weeks old when they arrived. The adaption
period to the environment was not less than seven days. All the procedures used on animals in this
study were approved by Institutional Animal Use and Care Committee at Università Cattolica del S.
Cuore, Rome and Università degli Studi di Siena and authorized by the Italian Ministry of Health,
according to Legislative Decree 116/92, which implemented the European Directive 86/609/EEC on
laboratory animal protection in Italy. Methods for all the conducted experiments were performed
in accordance with regulations, standards and guidelines of the Animal Use and Care Committee of
Università Cattolica del S. Cuore, Rome and Università degli Studi di Siena.
4.11.2. For Acute Toxicity Studies
Male BALB/c mice (20 ± 2) g, supplied by Harlan Italy S.r.l., San Pietro al Natisone, Udine, Italy,
were acclimated at 25 ◦C and 55% of humidity under natural light/dark conditions for 1 week before
the proposed experiments. Animal welfare was routinely checked by veterinarians of the Service for
Animal Welfare and all efforts were made to minimize suffering.
4.12. In Vivo Administration of Si306
Si306 was dissolved in a mixture of Tween80 (10% v/v), benzyl alcohol (1% v/v) and a 10 mM
solution of citric acid. The compound was administered intravenously as a single dose of 25 mg/kg in
200 µL of volume. At several time points (0.08, 0.25, 0.5, 1, 2, 4, 8, 24 h), after drug administration,
mice were treated i.p. with heparin (5000 U/kg) and sacrificed under CO2. Five animals were used
for each time point. Blood, brain, liver and kidneys were collected for the following quantitative
analysis. Approximately 500–600 µL of blood was collected from each animal and transferred to a tube
containing 10 µL of heparin and mixed briefly.
For the oral PK studies, mice received a single dose of 50 mg/kg of Si306 (dissolved in the same
vehicle used for i.v. studies) in 400 µL of final volume by gavage. At nine time-points (0.25, 0.5, 1, 1.5,
2, 3, 4, 8, 24 h) after administration, mice were sacrificed under CO2. Blood and organs were collected
and analyzed by LC-MS. The pharmacokinetic parameters, including area under concentration-time
curve (AUC), maximum plasma concentration (Cmax), half-time (t1/2), apparent volume of distribution
(V), plasma clearance (CL) and mean residence time (MRT), were calculated by non-compartmental
analysis using PKSolver software (ver. 1.0, Nanjing, China) [80].
4.12.1. Sample Preparation
Blood samples were centrifuged at 5000 rpm for 20 min to separate the plasma fraction, which
was subsequently collected in a test tube. Acetonitrile (1 mL, with Si34 as internal standard at the
concentration of 5 µg/mL) was added to each sample to denature proteins. Samples were centrifuged
at 5000 rpm for 20 min, and the supernatant was recovered, dried under vacuum, solubilized again in
methanol (100 µL), and analyzed. Brain and the other organs were homogenized using a T10 basic
ULTRA-TURRAX® homogenizer (Bioclass, Pistoia, Italy); in order to extract the compound from
the tissue, acetonitrile internal standard solution was added, and the homogenate was centrifuged
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at 5000 rpm for 20 min. The supernatant was recovered, filtered and analyzed by LC-MS. The
quantification of each compound was performed by reference to the appropriate calibration curve.
Representative LC-MS chromatograms for Si306 and for Si34 are reported in Figure S2 and Figure S3
respectively. Mass spectra are also shown in Figure S4.
4.12.2. Recovery and Matrix Effect
The matrix effect was evaluated in samples by comparing the peak areas of the Si306 reference
solutions reconstituted in blank organ extracts (for plasma, brain, liver and kidneys) against those
of the analyte dissolved in mobile phase. The recovery of Si306 was evaluated by comparing the
peak area of Si306 in spiked plasma and other organs samples with the peak areas of analyte spiked
after extraction into plasma or organs’ extracts [81]. The matrix effect of the IS was evaluated in a
similar manner.
4.12.3. UV/HPLC-MS Instrumentation and Analysis Condition
LC analyses were performed by using Agilent 1100 LC/MSD VL system (G1946C) (Agilent
Technologies, Palo Alto, CA, USA) constituted by a vacuum solvent degassing unit, a binary
high-pressure gradient pump, a 1100 series UV detector, and a 1100 MSD model VL benchtop
mass spectrometer. MSD single-quadrupole instrument was equipped with the orthogonal spray
API-ES (Agilent Technologies, Palo Alto, CA, USA). The pressure of the nebulizing gas and the flow of
the drying gas (nitrogen used for both) were set at 40 psi, 9 L/min, respectively. The capillary voltage,
the fragmentor voltage, and the vaporization temperature were 3000 V, 70 V, and 350 ◦C, respectively.
MSD was used in the positive ion mode. Spectra were acquired over the scan range m/z 50–1500 using
a step size of 0.1. Chromatographic analysis for CYP3A4 interaction studies was performed using a
Phenomenex Luna C18 100A column (250 × 4.6 mm, 5 µm particle size) at room temperature, at flow
rate of 0.6 mL/min, and injection volume was 20 µL, operating with a gradient elution of acetonitrile
(ACN) and water (H2O): t = 0 min ACN 0%, t = 2 min ACN 0%, t = 40 min ACN 70%, t = 45 min ACN
70%, t = 50 min ACN 0%. UV detection was monitored at 254 nm. Chromatographic analysis for Si306
and its internal standard Si34 was performed using a Kinetex EVO C18 100A column (150 × 4.6 mm,
5 µm particle size) at room temperature, at flow rate of 0.6 mL/min, and injection volume was 20 µL,
operating with a gradient elution of acetonitrile (ACN) and water (H2O): t = 0 min ACN 0%, t = 3 min
ACN 0%, t = 12 min ACN 98%, t = 18 min ACN 98%. Representative LC-MS chromatograms and mass
spectra have been reported in Supporting Information.
4.13. Evaluation of Acute Safety Profile in Mice
The study design includes three groups of five mice each. All mice were injected with compound
through the tail vein in a single systemic dose (0.05 mL per dose). The test compound was solubilized
in PBS/25% DMSO. The first group was treated with dose levels of 50 mg/kg; the second received a
high-dose level of 100 mg/kg, whereas the third was inoculated with the only vehicle as the control.
All mice were monitored for survival and the presence of any drug-related adverse effect (local signs
of inflammation, weight loss, diarrhea, and behavioral alterations) throughout the experimental
period. Mice were sacrificed 4 days after treatment, and liver, kidney, and brain tissue specimens
were aseptically removed, fixed in 4% formaldehyde solution, and processed for paraffin embedding.
Histopathological changes in tissue specimens were evaluated in 10 randomly selected tissue sections
from each organ for all the samples. Sections cut at 2 µm were stained with hematoxylin and eosin
(H&E) and analyzed by a pathologist with an optical microscope (Leica, Wetzlar, Germany).
5. Conclusions
As a continuation of efforts in the development and optimization of new TKIs active against
GBM, in the present study we described the further in vitro and in vivo characterization of Src
inhibitor pyrazolo[3,4-d]pyrimidine derivatives. The identification of TKIs whose activity could not
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be affected by developed multidrug resistance mechanisms is an urgent need. The efficacy of many
TKIs is diminished by the fact that they are P-glycoprotein substrates. Herein, we showed that the
sensitivity of multidrug resistant GBM cells was not compromised by pyrazolo[3,4-d]pyrimidine
derivatives treatment. Moreover, we reported that Src inhibitors, Si306 and its prodrug possess
valuable characteristics for GBM treatment. Both compounds are able to suppress P-glycoprotein
activity without inducing its expression in multidrug resistant GBM cells. In addition, Si306 and
pro-Si306 do not interact with CYP3A4 and possess the ability of binding to plasma proteins. The
penetration of Si306 in mouse brain after oral administration was confirmed to be optimal, while
toxicology studies showed a good tolerability profile of this agent. All these features imply that the Src
inhibitor Si306 could be considered as a valuable strategy for GBM treatment alone or in combination
with other chemotherapeutics. Furthermore, Si306 could facilitate the accumulation of co-administered
drugs into the brain and GBM site, due to its high activity against P-gp present in BBB.
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Author Contributions: Conceptualization, A.L.F., L.M., M.B., M.P., S.S.; methodology, A.L.F., C.Z., A.P.-R., T.S.,
G.I., A.M. (Alessio Molinari), M.V., E.D., M.P. and S.S.; validation, C.Z., A.M. (Arianna Mancini), E.R., G.I.;
A.M. (Alessio Molinari), M.V., E.D., M.P., S.S.; formal analysis, A.L.F., C.Z., A.P.-R., J.D., T.S., A.M. (Arianna
Mancini), E.R., E.D. and M.P.; investigation, A.L.F., C.Z., A.P.-R., J.D., T.S., M.S. (Marija Stepanovic´), A.M. (Arianna
Mancini), E.R., G.I., A.M. (Alessio Molinari), M.P.; resources, F.B., M.S. (Maurizio Sanguinetti), R.T., M.M., M.B.,
S.S.; data curation, A.L.F., C.Z., A.M. (Arianna Mancini), E.R.; writing—original draft preparation, A.L.F., A.P.-R.,
A.M. (Arianna Mancini), M.P.; writing—review and editing, A.M. (Arianna Mancini), L.M., M.V., M.B., M.P.,
S.S.; visualization, A.L.F., C.Z., A.P.-R., J.D., T.S., A.M. (Arianna Mancini), E.R., M.P.; supervision, A.L.F., F.B.,
M.S. (Maurizio Sanguinetti), R.T., M.M., L.M., M.V., M.B., M.P., S.S.; project administration, A.L.F., C.Z., F.B.,
M.S. (Maurizio Sanguinetti), R.T., L.M., M.B., M.P., S.S.; funding acquisition, F.B., M.S. (Maurizio Sanguinetti),
M.V., M.B.
Funding: This research was funded by the Ministry of Education, Science and Technological Development,
Republic of Serbia, grant number III41031”. This work was performed within the framework of COST Actions
CM1106—Chemical Approaches to Targeting Drug Resistance in Cancer Stem Cells (the first author was awarded
by STSM grant) and CM1407—Challenging organic syntheses inspired by nature—from natural products chemistry
to drug discovery. The work has been also in part supported from AIRC (Associazione Italiana per la Ricerca sul
Cancro) Grant IG-2015, code 17677.
Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design of the
study; in the collection, analyses, or interpretation of data; in the writing of the manuscript, or in the decision to
publish the results.
References
1. Pluchino, K.M.; Hall, M.D.; Goldsborough, A.S.; Callaghan, R.; Gottesman, M.M. Collateral sensitivity as a
strategy against cancer multidrug resistance. Drug Resist. Updat. 2012, 15, 98–105. [CrossRef] [PubMed]
2. Wu, Q.; Yang, Z.; Nie, Y.; Shi, Y.; Fan, D. Multi-drug resistance in cancer chemotherapeutics: Mechanisms
and lab approaches. Cancer Lett. 2014, 347, 159–166. [CrossRef] [PubMed]
3. Han, J.Y.; Lim, H.S.; Yoo, Y.K.; Shin, E.S.; Park, Y.H.; Lee, S.Y.; Lee, J.E.; Lee, D.H.; Kim, H.T.; Lee, J.S.
Associations of ABCB1, ABCC2, and ABCG2 polymorphisms with irinotecan-pharmacokinetics and clinical
outcome in patients with advanced non-small cell lung cancer. Cancer 2007, 110, 138–147. [CrossRef]
[PubMed]
4. Matsuo, K.; Eno, M.L.; Ahn, E.H.; Shahzad, M.M.; Im, D.D.; Rosenshein, N.B.; Sood, A.K. Multidrug
resistance gene (MDR-1) and risk of brain metastasis in epithelial ovarian, fallopian tube, and peritoneal
cancer. Am. J. Clin. Oncol. 2011, 34, 488–493. [CrossRef] [PubMed]
5. Gao, B.; Russell, A.; Beesley, J.; Chen, X.Q.; Healey, S.; Henderson, M.; Wong, M.; Emmanuel, C.; Galletta, L.;
Johnatty, S.E.; et al. Paclitaxel sensitivity in relation to ABCB1 expression, efflux and single nucleotide
polymorphisms in ovarian cancer. Sci. Rep. 2014, 4, 4669. [CrossRef] [PubMed]
6. Agarwal, S.; Sane, R.; Oberoi, R.; Ohlfest, J.R.; Elmquist, W.F. Delivery of molecularly targeted therapy to
malignant glioma, a disease of the whole brain. Expert Rev. Mol. Med. 2011, 13, e17. [CrossRef]
Cancers 2019, 11, 848 17 of 20
7. Cordon-Cardo, C.; O’Brien, J.P.; Boccia, J.; Casals, D.; Bertino, J.R.; Melamed, M.R. Expression of the multidrug
resistance gene product (P-glycoprotein) in human normal and tumor tissues. J. Histochem. Cytochem. 1990,
38, 1277–1287. [CrossRef]
8. Kathawala, R.J.; Gupta, P.; Ashby, C.R., Jr.; Chen, Z.S. The modulation of ABC transporter-mediated multidrug
resistance in cancer: A review of the past decade. Drug Resist. Updat. 2015, 18, 1–17. [CrossRef]
9. Louis, D.N.; Ohgaki, H.; Wiestler, O.D.; Cavenee, W.K.; Burger, P.C.; Jouvet, A.; Scheithauer, B.W.; Kleihues, P.
The 2007 WHO classification of tumours of the central nervous system. Acta Neuropathol. 2007, 114, 97–109.
[CrossRef]
10. WHO; IARC. Human Cancers by Organ Site; Globocan World Cancer Report; WHO: Geneva, Switzerland,
2003.
11. Weller, M.; Cloughesy, T.; Perry, J.R.; Wick, W. Standards of care for treatment of recurrent glioblastoma—Are
we there yet? Neuro Oncol. 2013, 15, 4–27. [CrossRef]
12. Arora, A.; Scholar, E.M. Role of tyrosine kinase inhibitors in cancer therapy. J. Pharmacol. Exp. Ther. 2005,
315, 971–979. [CrossRef] [PubMed]
13. Brennan, C.W.; Verhaak, R.G.; McKenna, A.; Campos, B.; Noushmehr, H.; Salama, S.R.; Zheng, S.; Chakravarty,
D.; Sanborn, J.Z.; Berman, S.H.; et al. TCGA Research Network The somatic genomic landscape of
glioblastoma. Cell 2013, 155, 462–477. [CrossRef] [PubMed]
14. De Witt Hamer, P.C. Small molecule kinase inhibitors in glioblastoma: A systematic review of clinical studies.
Neuro Oncol. 2010, 12, 304–316. [CrossRef] [PubMed]
15. Woodworth, G.F.; Dunn, G.P.; Nance, E.A.; Hanes, J.; Brem, H. Emerging insights into barriers to effective
brain tumor therapeutics. Front. Oncol. 2014, 4, 126. [CrossRef] [PubMed]
16. Schenone, S.; Radi, M.; Musumeci, F.; Brullo, C.; Botta, M. Biologically driven synthesis of pyrazolo[3,4-
d]pyrimidines as protein kinase inhibitors: An old scaffold as a new tool for medicinal chemistry and
chemical biology studies. Chem. Rev. 2014, 114, 7189–7238. [CrossRef] [PubMed]
17. Schenone, S.; Brullo, C.; Musumeci, F.; Botta, M. Novel dual Src/Abl inhibitors for hematologic and solid
malignancies. Expert Opin. Investig. Drugs. 2010, 19, 931–945. [CrossRef] [PubMed]
18. Yeatman, T.J. A renaissance for SRC. Nat. Rev. Cancer 2004, 4, 470–480. [CrossRef] [PubMed]
19. Stettner, M.R.; Wang, W.; Nabors, L.B.; Bharara, S.; Flynn, D.C.; Grammer, J.R.; Gillespie, G.Y.; Gladson, C.L.
Lyn kinase activity is the predominant cellular SRC kinase activity in glioblastoma tumor cells. Cancer Res.
2005, 65, 5535–5543. [CrossRef] [PubMed]
20. Du, J.; Bernasconi, P.; Clauser, K.R.; Mani, D.R.; Finn, S.P.; Beroukhim, R.; Burns, M.; Julian, B.; Peng, X.P.;
Hieronymus, H.; et al. Bead-based profiling of tyrosine kinase phosphorylation identifies SRC as a potential
target for glioblastoma therapy. Nat. Biotechnol. 2009, 27, 77–83. [CrossRef] [PubMed]
21. Ahluwalia, M.S.; de Groot, J.; Liu, W.M.; Gladson, C.L. Targeting SRC in glioblastoma tumors and brain
metastases: Rationale and preclinical studies. Cancer Lett. 2010, 298, 139–149. [CrossRef]
22. De Groot, J.; Milano, V. Improving the prognosis for patients with glioblastoma: The rationale for targeting
Src. J. Neurooncol. 2009, 95, 151–163. [CrossRef] [PubMed]
23. Huveldt, D.; Lewis-Tuffin, L.J.; Carlson, B.L.; Schroeder, M.A.; Rodriguez, F.; Giannini, C.; Galanis, E.;
Sarkaria, J.N.; Anastasiadis, P.Z. Targeting Src family kinases inhibits bevacizumab-induced glioma cell
invasion. PLoS ONE 2013, 8, e56505. [CrossRef] [PubMed]
24. Chen, Y.; Agarwal, S.; Shaik, N.M.; Chen, C.; Yang, Z.; Elmquist, W.F. P-glycoprotein and breast cancer
resistance protein influence brain distribution of dasatinib. J. Pharmacol. Exp. Ther. 2009, 330, 956–963.
[CrossRef]
25. Agarwal, S.; Mittapalli, R.K.; Zellmer, D.M.; Gallardo, J.L.; Donelson, R.; Seiler, C.; Decker, S.A.; Santacruz, K.S.;
Pokorny, J.L.; Sarkaria, J.N.; et al. Active efflux of dasatinib from the brain limits efficacy against murine
glioblastoma: Broad implications for the clinical use of molecularly targeted agents. Mol. Cancer Ther. 2012,
11, 2183–2192. [CrossRef] [PubMed]
26. Agarwal, S.; Hartz, A.M.; Elmquist, W.F.; Bauer, B. Breast cancer resistance protein and P-glycoprotein in
brain cancer: Two gatekeepers team up. Curr. Pharm. Des. 2011, 17, 2793–2802. [CrossRef] [PubMed]
27. Deng, J.X.; Shao, J.; Markowitz, J.S.; An, G.H. ABC Transporters in multi-drug resistance and ADMETox of
small molecule tyrosine kinase inhibitors. Pharm. Res. 2014, 31, 2237–2255. [CrossRef] [PubMed]
28. Shao, J.; Markowitz, J.S.; Bei, D.; An, G.H. Enzyme- and transporter-mediated drug interactions with small
molecule tyrosine kinase inhibitors. J. Pharm. Sci. 2014, 103, 3810–3833. [CrossRef] [PubMed]
Cancers 2019, 11, 848 18 of 20
29. Van Erp, N.P.; Gelderblom, H.; Guchelaar, H.J. Clinical pharmacokinetics of tyrosine kinase inhibitors.
Cancer Treat. Rev. 2009, 35, 692–706. [CrossRef]
30. Galetti, M.; Petronini, P.G.; Fumarola, C.; Cretella, D.; La Monica, S.; Bonelli, M.; Cavazzoni, A.; Saccani, F.;
Caffarra, C.; Andreoli, R.; et al. Effect of ABCG2/BCRP expression on efflux and uptake of gefitinib in NSCLC
cell lines. PLoS ONE 2015, 10, e0141795. [CrossRef] [PubMed]
31. Tiwari, A.K.; Sodani, K.; Wang, S.R.; Kuang, Y.H.; Ashby, C.R., Jr.; Chen, X.; Chen, Z.S. Nilotinib (AMN107,
Tasigna) reverses multidrug resistance by inhibiting the activity of the ABCB1/Pgp and ABCG2/BCRP/MXR
transporters. Biochem. Pharmacol. 2009, 78, 153–161. [CrossRef]
32. Wang, D.S.; Patel, A.; Shukla, S.; Zhang, Y.K.; Wang, Y.J.; Kathawala, R.J.; Robey, R.W.; Zhang, L.; Yang, D.H.;
Talele, T.T.; et al. Icotinib antagonizes ABCG2-mediated multidrug resistance, but not the pemetrexed
resistance mediated by thymidylate synthase and ABCG2. Oncotarget 2014, 5, 4529–4542. [CrossRef]
[PubMed]
33. Zhang, H.; Patel, A.; Ma, S.L.; Li, X.J.; Zhang, Y.K.; Yang, P.Q.; Kathawala, R.J.; Anreddy, N.; Fu, L.W.;
Chen, Z.S. In vitro, in vivo and ex vivo characterization of ibrutinib: A potent inhibitor of the efflux function
of the transporter MRP1. Br. J. Pharmacol. 2014, 171, 5845–5857. [CrossRef] [PubMed]
34. Azzariti, A.; Porcelli, L.; Simone, G.M.; Quatrale, A.E.; Colabufo, N.A.; Berardi, F.; Perrone, R.; Zucchetti, M.;
D’Incalci, M.; Xu, J.M.; et al. Tyrosine kinase inhibitors and multidrug resistance proteins: Interactions and
biological consequences. Cancer Chemother. Pharmacol. 2010, 65, 335–346. [CrossRef] [PubMed]
35. D’Cunha, R.; Bae, S.; Murry, D.J.; An, G. TKI combination therapy: Strategy to enhance dasatinib uptake by
inhibiting Pgp- and BCRP-mediated efflux. Biopharm. Drug Dispos. 2016, 37, 397–408. [CrossRef] [PubMed]
36. Dai, C.L.; Tiwari, A.K.; Wu, C.P.; Su, X.D.; Wang, S.R.; Liu, D.G.; Ashby, C.R., Jr.; Huang, Y.; Robey, R.W.;
Liang, Y.J.; et al. Lapatinib (Tykerb, GW572016) reverses multidrug resistance in cancer cells by inhibiting
the activity of ATP-binding cassette subfamily B member 1 and G member 2. Cancer Res. 2008, 68, 7905–7914.
[CrossRef] [PubMed]
37. Stewart, C.F.; Leggas, M.; Schuetz, J.D.; Panetta, J.C.; Cheshire, P.J.; Peterson, J.; Daw, N.; Jenkins, J.J., 3rd;
Gilbertson, R.; Germain, G.S.; et al. Gefitinib enhances the antitumor activity and oral bioavailability of
irinotecan in mice. Cancer Res. 2004, 64, 7491–7499. [CrossRef]
38. Spreafico, A.; Schenone, S.; Serchi, T.; Orlandini, M.; Angelucci, A.; Magrini, D.; Bernardini, G.; Collodel, G.; Di
Stefano, A.; Tintori, C.; et al. Antiproliferative and proapoptotic activities of new pyrazolo[3,4-d]pyrimidine
derivative Src kinase inhibitors in human osteosarcoma cells. FASEB J. 2008, 22, 1560–1571. [CrossRef]
39. Angelucci, A.; Schenone, S.; Gravina, G.L.; Muzi, P.; Festuccia, C.; Vicentini, C.; Botta, M.; Bologna, M.
Pyrazolo[3,4-d]pyrimidines c-Src inhibitors reduce epidermal growth factor-induced migration in prostate
cancer cells. Eur. J. Cancer 2006, 42, 2838–2845. [CrossRef]
40. Tintori, C.; Fallacara, A.L.; Radi, M.; Zamperini, C.; Dreassi, E.; Crespan, E.; Maga, G.; Schenone, S.;
Musumeci, F.; Brullo, C.; et al. Combining X-ray crystallography and molecular modeling toward the
optimization of pyrazolo[3,4-d]pyrimidines as potent c-Src inhibitors active in vivo against Neuroblastoma.
J. Med. Chem. 2015, 58, 347–361. [CrossRef]
41. Navarra, M.; Celano, M.; Maiuolo, J.; Schenone, S.; Botta, M.; Angelucci, A.; Bramanti, P.; Russo, D.
Antiproliferative and pro-apoptotic effects afforded by novel Src-kinase inhibitors in human neuroblastoma
cells. BMC Cancer 2010, 10, 602. [CrossRef]
42. Ceccherini, E.; Indovina, P.; Zamperini, C.; Dreassi, E.; Casini, N.; Cutaia, O.; Forte, I.M.; Pentimalli, F.;
Esposito, L.; Polito, M.S.; et al. SRC family kinase inhibition through a new pyrazolo[3,4-d]pyrimidine
derivative as a feasible approach for glioblastoma treatment. J. Cell. Biochem. 2015, 116, 856–863. [CrossRef]
[PubMed]
43. Calgani, A.; Vignaroli, G.; Zamperini, C.; Coniglio, F.; Festuccia, C.; Di Cesare, E.; Gravina, G.L.; Mattei, C.;
Vitale, F.; Schenone, S.; et al. Suppression of SRC signaling is effective in reducing synergy between
glioblastoma and stromal cells. Mol. Cancer Ther. 2016, 15, 1535–1544. [CrossRef] [PubMed]
44. Casini, N.; Forte, I.M.; Mastrogiovanni, G.; Pentimalli, F.; Angelucci, A.; Festuccia, C.; Tomei, V.; Ceccherini, E.;
Di Marzo, D.; Schenone, S.; et al. SRC family kinase (SFK) inhibition reduces rhabdomyosarcoma cell growth
in vitro and in vivo and triggers p38 MAP kinase-mediated differentiation. Oncotarget 2015, 6, 12421–12435.
[PubMed]
Cancers 2019, 11, 848 19 of 20
45. Indovina, P.; Giorgi, F.; Rizzo, V.; Khadang, B.; Schenone, S.; Di Marzo, D.; Forte, I.M.; Tomei, V.; Mattioli, E.;
D’Urso, V.; et al. New pyrazolo[3,4-d]pyrimidine SRC inhibitors induce apoptosis in mesothelioma cell lines
through p27 nuclear stabilization. Oncogene 2012, 31, 929–938. [CrossRef] [PubMed]
46. Rossi, A.; Schenone, S.; Angelucci, A.; Cozzi, M.; Caracciolo, V.; Pentimalli, F.; Puca, A.; Pucci, B.; La
Montagna, R.; Bologna, M.; et al. New pyrazolo-[3,4-d]-pyrimidine derivative Src kinase inhibitors lead to
cell cycle arrest and tumor growth reduction of human medulloblastoma cells. FASEB J. 2010, 24, 2881–2892.
[CrossRef] [PubMed]
47. Morisi, R.; Celano, M.; Tosi, E.; Schenone, S.; Navarra, M.; Ferretti, E.; Costante, G.; Durante, C.; Botta, G.;
D’Agostino, M.; et al. Growth inhibition of medullary thyroid carcinoma cells by pyrazolo-pyrimidine
derivates. J. Endocrinol. Investig. 2007, 30, RC31–RC34. [CrossRef] [PubMed]
48. Radi, M.; Tintori, C.; Musumeci, F.; Brullo, C.; Zamperini, C.; Dreassi, E.; Fallacara, A.L.; Vignaroli, G.;
Crespan, E.; Zanoli, S.; et al. Design, synthesis, and biological evaluation of pyrazolo[3,4-d]pyrimidines
active in vivo on the Bcr-Abl T315I Mutant. J. Med. Chem. 2013, 56, 5382–5394. [CrossRef]
49. Cozzi, M.; Giorgi, F.; Marcelli, E.; Pentimalli, F.; Forte, I.M.; Schenone, S.; D’Urso, V.; De Falco, G.; Botta, M.;
Giordano, A.; et al. Antitumor activity of new pyrazolo[3,4-d]pyrimidine SRC kinase inhibitors in Burkitt
lymphoma cell lines and its enhancement by WEE1 inhibition. Cell Cycle 2012, 11, 1029–1039. [CrossRef]
50. Vignaroli, G.; Iovenitti, G.; Zamperini, C.; Coniglio, F.; Calandro, P.; Molinari, A.; Fallacara, A.L.; Sartucci, A.;
Calgani, A.; Colecchia, D.; et al. Prodrugs of Pyrazolo[3,4-d]pyrimidines: From Library Synthesis to
Evaluation as Potential Anticancer Agents in an Orthotopic Glioblastoma Model. J. Med. Chem. 2017, 60,
6305–6320. [CrossRef]
51. Usmani, K.A.; Tang, J. Human cytochrome P450: Metabolism of testosterone by CYP3A4 and inhibition by
ketoconazole. Curr. Protoc. Toxicol. 2004, 20, 4.13.1–4.13.9. [CrossRef]
52. Tintori, C.; Iovenitti, G.; Ceresola, E.R.; Ferrarese, R.; Zamperini, C.; Brai, A.; Poli, G.; Dreassi, E.; Cagno, V.;
Lembo, D.; et al. Rhodanine derivatives as potent anti-HIV and anti-HSV microbicides. PLoS ONE 2018, 13,
e0198478. [CrossRef] [PubMed]
53. Wu, P.; Nielsen, T.E.; Clausen, M.H. FDA-approved small-molecules kinase inhibitors. Trends Pharmacol. Sci.
2015, 36, 422–439. [CrossRef] [PubMed]
54. Shannon, K.M. Resistance in the land of molecular cancer therapeutics. Cancer Cell 2002, 2, 99–102. [CrossRef]
55. Sierra, J.R.; Cepero, V.; Giordano, S. Molecular mechanisms of acquired resistance to tyrosine kinase targeted
therapy. Mol. Cancer 2010, 9, 75. [CrossRef] [PubMed]
56. Chen, Y.; Fu, L. Mechanisms of acquired resistance to tyrosine kinase inhibitors. Acta Pharm. Sin. B 2011, 1,
197–207. [CrossRef]
57. Shukla, S.; Chen, Z.S.; Ambudkar, S.V. Tyrosine kinase inhibitors as modulators of ABC transporter-mediated
drug resistance. Drug Resist. Updat. 2012, 15, 70–80. [CrossRef] [PubMed]
58. Deeken, J.F.; Beumer, J.H.; Anders, N.M.; Wanjiku, T.; Rusnak, M.; Rudek, M.A. Preclinical assessment of
the interactions between the antiretroviral drugs, ritonavir and efavirenz, and the tyrosine kinase inhibitor
erlotinib. Cancer Chemother. Pharmacol. 2015, 76, 813–819. [CrossRef]
59. Premkumar, D.R.; Jane, E.P.; Agostino, N.R.; Scialabba, J.L.; Pollack, I.F. Dasatinib synergizes with JSI-124 to
inhibit growth and migration and induce apoptosis of malignant human glioma cells. J. Carcinog. 2010, 9, 7.
60. Chen, T.; Wang, C.; Liu, Q.; Meng, Q.; Sun, H.; Huo, X.; Sun, P.; Peng, J.; Liu, Z.; Yang, X.; et al. Dasatinib
reverses the multidrug resistance of breast cancer MCF-7 cells to doxorubicin by downregulating P-gp
expression via inhibiting the activation of ERK signaling pathway. Cancer Biol. Ther. 2015, 16, 106–114.
[CrossRef]
61. Nelson, D.R. The cytochrome P450 nomenclature. Methods Mol. Biol. 2006, 320, 1–10.
62. Fusi, F.; Saponara, S.; Valoti, M.; Dragoni, S.; D’Elia, P.; Sgaragli, T.; Alderighi, D.; Kawase, M.; Shah, A.;
Motohashi, N.; et al. Cancer cell permeability-glycoprotein as a target of MDR reverters: Possible role of
novel dihydropyridine derivatives. Curr. Drug Targets 2006, 7, 949–959. [CrossRef] [PubMed]
63. Rendic, S.; Di Carlo, F.J. Human cytochrome P450 enzymes: A status report summarizing their reactions,
substrates, inducers, and inhibitors. Drug Metab. Rev. 1997, 29, 413–580. [CrossRef] [PubMed]
64. Williams, J.A.; Hyland, R.; Jones, B.C.; Smith, D.A.; Hurst, S.; Goosen, T.C.; Peterkin, V.; Koup, J.R.; Ball, S.E.
Drug-Drug Interactions for UDP-Glucuronosyltransferase Substrates: A Pharmacokinetics Explanation for
Typically Observed Low Exposure (AUCi/AUC) Ratios. Drug Metab. Dispos. 2004, 32, 1201–1208. [CrossRef]
[PubMed]
Cancers 2019, 11, 848 20 of 20
65. Bazeley, P.S.; Prithivi, S.; Struble, C.A.; Povinelli, R.J.; Sem, D.S. Synergistic use of compound properties and
docking scores in neural network modeling of CYP2D6 binding: Predicting affinity and conformational
sampling. J. Chem. Inf. Model. 2006, 46, 2698–2708. [CrossRef] [PubMed]
66. Guengerich, F.P. Cytochrome P-450 3A4: Regulation and role in drug metabolism. Annu. Rev. Pharmacol.
Toxicol. 1999, 39, 1–17. [CrossRef] [PubMed]
67. Staud, F.; Ceckova, M.; Micuda, S.; Pavek, P. Expression and function of p-glycoprotein in normal tissues:
Effect on pharmacokinetics. Methods Mol. Biol. 2010, 596, 199–222. [PubMed]
68. D’Elia, P.; De Matteis, F.; Dragoni, S.; Shah, A.; Sgaragli, G.; Valoti, M. DP7, a novel dihydropyridine
multidrug resistance reverter, shows only weak inhibitory activity on human CYP3A enzyme(s). Eur. J.
Pharmacol. 2009, 614, 7–13. [CrossRef] [PubMed]
69. De Montellano, P.; Ortiz, R. Cytochrome P450: Structure, Mechanism, and Biochemistry, 3rd ed.; Springer Science
& Business Media: Berlin, Germany, 2005.
70. Guengerich, F.P.; Martin, M.V.; Beaune, P.H.; Kremers, P.; Wolff, T.; Waxman, D.J. Characterization of rat and
human liver microsomal cytochrome P-450 forms involved in nifedipine oxidation, a prototype for genetic
polymorphism in oxidative drug metabolism. J. Biol. Chem. 1986, 261, 5051–5060. [PubMed]
71. Waxman, D.J.; Attisano, C.; Guengerich, F.P.; Lapenson, D.P. Cytochrome P-450 steroid hormone metabolism
catalyzed by human liver microsomes. Arch. Biochem. Biophys. 1988, 263, 424–436. [CrossRef]
72. Peters, T., Jr. All about Albumin; Biochemistry, Genetics and Medical Applications; Academic Press: Orlando, FL,
USA, 1996.
73. Aisner, J. Overview of the changing paradigm in cancer treatment: Oral chemotherapy. Am. J. Health
Syst. Pharm. 2007, 64, S4–S7. [CrossRef]
74. Kamath, A.V.; Wang, J.; Marathe, P.H. Preclinical pharmacokinetics and in vitro metabolism of dasatinib
(BMS-354825): A potent oral multi-targeted kinase inhibitor against Src and Bcr-abl. Cancer Chemother.
Pharmacol. 2008, 61, 365–376. [CrossRef] [PubMed]
75. Hendrikx, J.J.; Lagas, J.S.; Wagenaar, E.; Rosing, H.; Schellens, J.H.; Beijnen, J.H.; Schinkel, A.H. Oral
co-administration of elacridar and ritonavir enhances plasma levels of oral paclitaxel and docetaxel without
affecting relative brain accumulation. Br. J. Cancer 2014, 110, 2669–2676. [CrossRef] [PubMed]
76. Podolski-Renic´, A.; Andelkovic´, T.; Bankovic´, J.; Tanic´, N.; Ruždijic´, S.; Pešic´, M. The role of paclitaxel in the
development and treatment of multidrug resistant cancer cell lines. Biomed. Pharmacother. 2001, 65, 345–353.
[CrossRef] [PubMed]
77. Bosch, S.; Siavoshian, S.; Jacquot, C.; Tomasoni, C.; Dabouis, G.; Elanbaloussi, Y.; Leneel, T.; More, M.T.;
Roussakis, C. Correlation between multidrug resistance and the degree of differentiation of non-small-cell
bronchopulmonary carcinoma (NSCLC) in vitro and in vivo. Anticancer Res. 1997, 17, 4595–4598. [PubMed]
78. NicAmhlaoibh, R.; Heenan, M.; Cleary, I.; Touhey, S.; O’Loughlin, C.; Daly, C.; Nunez, G.; Scanlon, K.J.;
Clynes, M. Altered expression of mRNAs for apoptosis-modulating proteins in a low level multidrugresistant
variant of a human lung carcinoma cell line that also expresses mdr1 mRNA. Int. J. Cancer 1999, 82, 368–376.
[CrossRef]
79. Livak, K.J.; Schmittgen, T.D. Analysis of relative gene expression data using real-time quantitative PCR and
the 2(−Delta Delta C(T)) method. Methods 2001, 25, 402–408. [CrossRef] [PubMed]
80. Zhang, Y.; Huo, M.; Zhou, J.; Xie, S. PKSolver: An add-in program for pharmacokinetic and pharmacodynamic
data analysis in Microsoft Excel. Comput. Methods Programs Biomed. 2010, 99, 306–314. [CrossRef] [PubMed]
81. Zanfini, A.; Dreassi, E.; Berardi, A.; Governini, L.; Corbini, G.; Costantino-Ceccarini, E.; Balestri, P.; Luddi, A.
Quantification of psychosine in the serum of twitcher mouse by LC-ESI-tandem-MS analysis. J. Pharm.
Biomed. Anal. 2013, 80, 44–49. [CrossRef]
© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).
